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[ Abstract ]

angiogenesis in a rat model of endometriosis. Method: Rat endometriosis model was induced by autologous

Objective; To study the effects and mechanism of Guizhi Fuling Wan on inhibiting

transplantation. The rats with endometriosis were divided into control group ( negative control) , low dose Guizhi
Fuling Wan group (4.13 g +kg™'), high-dose Guizhi Fuling Wan group (8.26 g -kg') and gestrinone group
('positive control, 0.23 g -kg™'). There was also a sham-operated group. After treatment for 28 days, the rats were
killed by cervical dislocation. The expression of prolifarating cell nuclear antigen ( PCNA) and CD31 in ectopic
endometrium was assessed by immunohistochemistry. The level of vascular endothelial growth factor (VEGF) in
peritoneal fluid (PF) was determined by ELISA. The mRNA expression of VEGF and hypoxia inducible fuctor-1
HIF-1a in ectopic endometrium was evaluated by real-time PCR. Result: After treatment, Guizhi Fuling Wan
could suppresse the expression of PCNA and CD31 in ectopic endometrium, decline concentration of VEGF in PF
(P <0.05), and reduce mRNA expression of VEGF and HIF-lg in ectopic endometrium (P < 0.01).

Conclusion: Guizhi Fuling Wan significantly suppress angiogenesis in a rat endometriosis model, and the

mechanism may be related to the inhibition expression of VEGF and HIF-1qa.
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A U (1 2 4 P Ak 2 a0 2 A L it 5 20120522)
S BRI/ R - P4 B A0 i 2 B 23 7 (CD31) F ik (3=
[ Santa Cruz 2% &, it 5 C2112) , 341 e IgG Hifh
(£ Santa Cruz 24w, #it5 CO512) , febt R4 78 4
il #% bt J5 ( PCNA ) Ht & ( 35 [ Cell Signaling
Technology 2wl , it %5 5) , K MM A K AR KA1
(VEGF) ELISA £l & (3£ B R&D A H, #it 5
284506) , TRIzol & 5] ( & Invitrogen 23 &), #it =
14105) ,RT-qPCR %% —4% ¢DNA & Bk # & (£ H
Thermo Scientific Fermentas 2\ &), it 5 00091602 ) ,
Maxima SYBR Green/ROX qPCR Master Mix ( 3& [H
Thermo Scientific Fermentas 2\ &) , it 5 00093956 ) ,
A S EE R A Y TREARA R G i
MR 2% th i (pH 6. 0,1 000 mL: #7512 =44 3 ¢, &
2G4 WAL 4 0 A PR 2 W) 415 20120228 5 7 5 R
0.4 g, b ATEAL R R AL L5 206108) .

L2 iy MErE PR SD R 40 H, 1A EE200 ~
220 g, WIS, W A RIS s SL R S AT BR A HD
P VE Rl IE S SCXK (37)2007-0005 , 45 #% T VL I8 &
rhBE 25 AF 5T BE S B s b G . ) 3R B R DR R R
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## PCR X (25 [E Applied Biosystems /A ) ) ,
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10 2o BT AR g A7 X B DL 45 i LR K g, A
RARZE AL ig, 1 IR/d, 22 = I& B ig,2 /A IR IT 28
do WBITE G, ¥ KL, 15 B 0 75 N I,
B T A2 48 BBOE 5 B, 7 B A B AT R
2 1, 4y S F g AL F S il 2 & PCR 525G,

2.2 NAE4141% PCNA fil CD31 Bk R
e bk . WA U BK A38 U], R
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N . MR ESEAE L AR E
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F M (PBS Fiks) EH A, EEMF 10 min, T 2 1l
H W —40,4 Cil &, PBS ¥ 3 min x 3, filidi &
W EFRIC ZH0,37 CHEE 30 min, PBS ¥ 3 min x
3, Bk YR N 2 %R AC A DAB R (A, W B
WLEE3 ~ 10 min, FHPE @@ BN bR €0, 2848 7K 5843 ol
VB, IRARRBRERE YL ,0. 1% HCL 431k, H R K ok
O T HIEBE R B W E A
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Kol VEGF &7 B A5 B9 MR 0 I 45 A7
2.4 W44 VEGF ik %5 5 F-1a (HIF-
lo) mRNA Py BRGM R 92 5E & PCR ¥,
2.4.1 RNA 420 N BEA LA B S K 4,
A 1 mL Trizol , WFJE 2538 A 200 wL =55
e, 20435 30 s J5#E 5 min, 3535 4 °C,12 000
remin " B0 10 ming K1 JE KMV B RS OB
EP 4 . A GE R S N B, DR &) J5 s 10
min, R J5 4 °C 12 000 r-min "' &[> 15 min, /N3

o MULIET A 1 mL F DEPC /K BB HY 75% £
AR 45,4 °C 10 000 r-min ' B0 10 min, 3F
L. FEULVE HAR T8, A 60 pnL DEPC 7K %5 fi# ,
-20 C A7 5%

2.4.2 PCR ¥l A2 4% RT-qPCR 4 —4% ¢DNA &
B & BT A, R 20 pL S AR ER L8 2. 4.1 42
HUM) RNA 300 5% 50 oDNA, B 45 1 .25 °C 10
min,50 °C 15 min, 85 °C 5 min, SZH)E & PCR #%
A8 Maxima SYBR Green/ROX qPCR Master Mix i,
BT, B-actin fE RN S, B4R 50 C 2
min,95 °C 10 min,1 PMF#H;95C 15 5,60 C 60 s,
40 MBI, BIYITAIILE 1,

#1 3w

FEH 751
VEGF L8149 :5'-AGC AGA GGA AAG AGG TAG CAG G-3'

R B9 :5'-CCC CAA AAG CAG GTC AGT CA-3'

HIF-la  E3##531%:5'-GAC ACC GCG GGG ACC GAT TC-3’
TFWBI4:5'-TCGC CCG AGA TCG TGC TGC AT-3'
B-actin [ #7314 :5'-CAC CCG CGA GTA CAA CCT TC-3'

TiF514 :5'-CCC ATA CCC ACC ATC ACA CC-3'

2.5 BUESGHT SR SPSS 17.0 Giit# it ,
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3 P<0.001) (K 4~5TH) RIXKFEHEME(x+s,n=10)
B3 HEHEEANERER VEGF KEHFMmM(x+s5,n=10)

- 164 -



T35, G R R AR LA O BT DAY I S A8 A A ) A T B AL

4-
< o)
ﬁ

3)

g2y
3
L
fas)

04

A B C D E
S

E5 #HHEEZAXRAAAE HIF-la
RIZKEREME (2 +5,n=10)

AT LR S k4R R R R R RN SR T,
B A7 A R S5 057 7 o A R B 6 B A

M HE R — A2 RN E S B, G 2
JiL PR R R 2 S R S i A R AR R
T (VEGF) J& fir o B bl sk 9 7°70 o 18 P B
S BB I e VEGE i & 5 B 25 5 T 1
2T B, TR N S8 S A R R R R
s i TP 43 19 VEGF B F5 4 22 i) 77 78 IE M6k
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REE U & I S ALk HIF-1a 19 R 387K .

B P Xt B2 = s Tl Ry I IR L 5 T R 97 &
RS AV RE (1 38 R 2K 2y, S e UM R AR L 4
il SO R AR A . SR A R O, A =0 T AR
REARZE ALHB AT LA B I B AU 555 A PCINA BH 1 1) 40
LK, W AR S 2 N B VEGE 1y 26 35 K i 18 W vh
VEGF (K ¥ fH & Z = Ja i A 5% mi S5 4o P JiE o
HIF-la MRk XS5 LR  HERUIRZ AL RN 22 =
5 T 388 2k AS 5] 09 1 FH AL 3R 97 F B P IS S R
KARZE JUAT E d i N I HIF-1o (93835, BRI IS i
TR kb P i VEGE K S, DA T 400 ) S5 437 95 kit

0 LB 1,909 ISR 0 2R
5 UL L W R S R 5 409 5 1
P A G FEBLR A A7 75— 26 5
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